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‘ POLYPEPTIDES 

This invention relates to polypeptides which possess 
the property of inhibiting the secretion of acidic gastric 
Juice. 

It has been known for many years that extracts of 
human urine could cause inhibition of the secretion of 
acidic gastric juice in warm-blooded animals, and the 
isolation of two of the active components in pure form 
is described in German Offenlegungsschrift No. 
2,359,564. These two pure components are known as 
B-urogastrone and 'y-urogastrone respectively. The 
basis of the present invention is the discovery that enzy 
mic degradation of B- or 'y-urogastrone can lead to a 
new polypeptide, and that both the new polypeptide 
and its reduction product are potent inhibitors of the 
secretion of acidic juice. 
According to the invention there is provided a poly 

peptide which is a white, water soluble, acidic polypep 
tide consisting of a single polypeptide chain with three 
internal disulphide bonds; showing aspartic acid at the 
N-terminus on dansylation hand having leucine at the 
C-terminus; having a molecular weight of about 5,500; 
showing the following physical properties. 
paper chromatography in n-butanol: acetic acid: pyri 

dine: water (30:6:24:20) - single spot with mobility of 
0.90 relative to phenylalanine; paper electrophoresis 
in acetic acid/formic acid at- pH 2.1 - a ‘comet’ with 
front mobility of 1.58 relative to e-DNP~lysine; acryl 
amide gel electrophoresis in 0.1 M tris/hydrochloric 
acid buffer at pH 8.9 - a single spot moving towards 
the anode with a mobility of 0.81 relative to bromo 
phenolv blue; 7 

giving an amino-acid ratio on analysis of a hydrolysate 
of: ‘ 

aspartic acid 7, serine 3, glutamic acid 4, proline l, 
glycine 4, alanine 2, valine 3, cysteine 6, methionine 
l, isoleucine 2, leucine 4, tyrosine 5, histidine 2, 
lysine l, and arginine 2; 

and having a biological potency, as de?ned later, in the 
range 0.2 to l pg./kg.; 
or the reduction product in which the cystine residues 
are reduced to cysteine residues. 
According to a further feature of the invention there 

is provided a process for the manufacture of the poly 
peptide of the invention which comprises exposing 
B-urogastrone or 'y-urogastrone in an aqueous medium 
to the action of a lysine speci?c amino-endopeptidase 
followed by separation of the required polypeptide 
from the reaction mixture, whereafter when the reduc 
tion product is desired, the polypeptide so obtained is 
reduced with a reducing agent conventionally used in 
peptide chemistry for the reduction of disulphide 
bonds, for example a thiol, for example mercapto 
ethanol or dithiothreitol. _ 

An example of a suitable lysine speci?c aminoen 
dopeptidase is the enzyme AM protease which may be 
obtained from the mature fruiting bodies of the fungus 
Armilaria mellea as fully described and claimed in U.K. 
Pat. speci?cation No. 1,263,956. " 
The exposure of the B- or 'y-urogastrone to the lysine 

speci?c amino-endopeptidase may be carried out with 
the enzyme simply dissolved in the aqueous medium,‘or 
it may be carried out with the enzyme bound to a sup 
port which may or may not be soluble in the aqueous 
medium. ' ‘ ‘ 
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2 
The rate and extent of the reaction between the uro 

gastrone, i.e. B- or 'y-urogastrone, used as starting ma 
terial and the enzyme is dependent upon the enzyme/ 
substrate ratio, the pH and temperature of the incuba 
tion medium, the concentration of the urogastrone and 
the time of incubation. In general, of course, the time 
taken to cleave the urogastrone is shortened by an 
increase in either the concentration of the urogastrone 
or the enzyme/substrate ratio. Similarly, variation in 
the pH or temperature of the incubation medium af 
fects the time of cleavage. The progress of the reaction 
may be followed by examining samples of the reaction 
medium using paper electrophoresis at pH 6.5 or by 
subjecting the samples to the “dansylation” technique 
using 1#dimethylaminonaphthalene-S~sulphonyl chlor 
ide (Hartley, Biochem. J. 1970, 1 19, 805) and estimat 
ing the amount of N a , N E -dansyl-L-lysine formed. 
Thus the effect of any variation in the reaction condi 
tions can be determined. 

In general, the reaction will proceed at a wide variety 
of enzyme/substrate ratios, but a minimum ratio of 1 
part of enzyme to 1,000 parts of substrate is desirable. 
The reaction will proceed at a pH of the incubation 
medium from 3 to 10, and at a temperature from 10° C. 
to 50° C. Preferred conditions to obtain the desired 
cleavage of the urogastrone in a relatively short time, 
for example 12-24 hours, are a concentration of uro 
gastrone from 1 mg./ml. upwards, a pH from 6 to 9, a 
temperature from 20° C. to 40° C., and an enzyme/sub 
strate ratio of from 1 part of enzyme to 8 parts of sub 
strate to 1 part of enzyme to 100 parts of substrate. It 
is also convenient to include metal ions in the incuba 
tion medium, for example calcium or magnesium ions 
in the form of their chlorides at a concentration of 10‘2 
to 10'4 molar. 
The effect of the lysine speci?c amino-endopeptidase 

on the B~ or 'y-urogastrone is, of course, to cleave the B~ 
or 'y-urogastrone on the amino side of a lysine residue. 
While the starting urogastrone contains two lysine resi 
dues, it has been found that the cleavage takes place 
predominantly at one of the lysine residues. From [3 
urogastrone, a hexapeptide containing one glutamic 
acid, one leucine, one lysine, two tryptophan and one 
arginine residue, with lysine at the N-terminus, is liber 
ated, and from 'y-urogastrone, a pentapeptide contain 
ing one glutamic acid, one leucine, one lysine and two 
tryptophan residues, with lysine at the N-terminus, is 
liberated. However, under some of the more severe 
reaction conditions, some cleavage at the other lysine 
residue can occur and lead to a second polypeptide in 
the product. 
The polypeptides remaining after cleavage of the 

hexa- or pentapeptide respectively from B- or 'y-urogas 
trone are identical and constitute the polypeptide of 
the invention. This polypeptide may be separated from 
the reaction mixture by any conventional technique for 
the separation of polypeptides, but the use of gel chro 
matography is particularly convenient. Thus the aque 
ous medium remaining after cleavage of the hexa- or 
pentapeptide from the B- or 'y-urogastrone respectively 
may be ?ltered through a column of cross-linked dex 
tran gel or a polyacrylamide gel and the column eluted 
with a buffer composed of components which are vola 
tile on freeze drying under high vacuum, for example, 
an aqueous ammonium acetate solution having a pH of 
7.2, to give the desired product which is isolated by 
freeze drying the eluate. 
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When the reduction product is required, the polypep 
tide of the invention is conveniently reduced in an 
aqueous buffer at a pH from 7 to 10, and with the 
exclusion of oxygen and light. The product may again 
be isolated by using gel chromatography. 
As indicated above, the polypeptide of the invention 

and its reduction product are potent inhibitors of the 
secretion of acidic gastric juice in warm blooded ani 
mals. This property is demonstrated by their action in 
inhibiting the secretion of acidic gastric juice in dogs 
provided with a Heidenhain pouch and whose gastric 
secretion is stimulated with histamine. This test is used 
to determine the- biological potency of the products, 
which is de?ned as the amount of the product ex— 
pressed in pg/kg. which, on administration by intrave 
nous injection to a dog provided with a l-leidenhain 
pouch and whose secretion of gastric acid is stimulated 
to 60-89% of the maximum level of secretion by an 
infusion of histamine, causes a 50-70% inhibition of 
that acid secretion. Some variation in the biological 
potency of a particular sample is found if it is measured 
in different dogs and on different occasions, and so the 
result is best expressed as a dose range. The physiologi 
cal effect of inhibiting the secretion of acidic gastric 
juice is of a value in the treatment of duodenal ulcers, 
and under the test conditions, no serious toxic effects 
were observed. The polypeptides also show ulcer heal 
ing properties in a standard test. 
When used to produce an inhibition of the secretion 

of acidic gastric juice in warm blooded animals, a wide 
range of doses may be used, for example from 0.05 to 
10 [Lg./kg., depending upon the circumstances and 
extend of inhibition required. The dose may be admin 
istered by injection, especially intravenous or subcuta 
neous injection, or by intravenous infusion. The effect 
of a single intravenous injection lasts for about 1% 
hours and the effect of an infusion lasts for about 1% 
hours after completion of the infusion, so maintenance 
of a low level of acidity requires either that the dose be 
repeated or that a depot formulation be injected from 
which the active ingredient is released slowly over a 
more prolonged period of time. When used in man, 
typical single dose is from 5 to 500 ug/man adminis 
tered by injection or infusion. 
The polypeptide or reduction product of the inven 

tion may be administered in the form of a pharmaceuti 
cal composition, so according to a further feature of 
the invention there is-provided a pharmaceutical com 
position comprising the polypeptide or reduction prod 
uct as de?ned above and a pharmaceutically accept 
able diluent or carrier. 
Preferred compositions are those suitable for paren 

teral administration, for example sterile, injectable 
solutions or suspensions, and sterile injectable depot or 
slow-release formulations. An injectable solution or 
suspension may contain from 0.5 to 500 ug./ml., the 
more dilute solutions being administered by infusion, 
but an injectable depot or slow-release formulation 
may contain up to 2 mg. of active ingredient per dose. 
Particularly convenient sterile, injectable solutions are 
made up in isotonic saline or isotonic dextrose, buff 
ered if necessary to a pH from 5 to 9, and may contain 
from 1 to 100 pg/ml. ' 
The sterile, injectable compositions referred to above 

may be prepared and stored as such or they may be 
prepared immediately before use by adding a sterile 
medium, for example water, to a known weight, for 
example 10 to 200 pg, of sterile ingredient enclosed in 
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4 
a vehicle, for example vial or ampoule, which maintains 
its sterility. The known weight of sterile ingredient may 
also contain sufficient sterile dextrose or sodium chlor 
ide to give an isotonic solution after dilution with the 
sterile medium. 
The invention is illustrated but not limited by the 

following ‘Examples in which the speci?c chromatogra 
phy materials referred to by manufacturer’s trade mark 
or code are available as follows: 

a porous ployacrylamide gel, Biogel P6 from Bio-Rad 
Laboratories, Richmond, Calif., 

porous cross-linked dextran gel, Sephadex G-25 from 
Pharmacia Fine Chemicals AB, Uppsala, Sweden. 
In the case of each process involving the use of a 

chromatography column, the eluate was collected in 
fractions consisting of a defined number of drops using 
an Ultrorac LKB 7,000 fraction collector (LKB Instru 
ments Ltd., Croydon, Surrey, U.K.) and these fractions 
assayed for peptide material by measuring the U.V. 
absorption at 280 mg. The material was then collected 
in fractions and the material assayed for biological 
activity as follows: 
Dogs were prepared with separated denervated fun 

dic pouches, and a subcutaneous infusion of histamine 
was used to stimulate gastric secretion to approxi 
mately 60—80% of the maximal rate [usually-an infu 
,sion of a solution of 600 p.g. of histamine (expressed as 
base) in 0.48 ml. per hours was adequate]. A known 
amount of test material was dissolved in isotonic saline 
and, when the dog was secreting gastric juice at a 
steady rate, a single intravenous injection of this mate 
rial was administered. The inhibition of gastric secre 
tion was noted for the particular dose tested. 
The speci?c activity may be determined from the 

results obtained for several different doses. 
Amino-acid analyses were carried out using a Lo 

carte Amino-acid Analyser (Locarte Ltd., 24 Emperors 
Gate, London S.W.7). 

All column chromatography was carried out at 4° C., 
and all the buffer solutions were saturated with toluene. 

EXAMPLE 1 

A solution of B-urogastrone (1.0 mg.) in a mixture of 
0.1 M ammonium bicarbonate buffer of pH 8.2 (200 
p1.) and 0.01 magnesium chloride solution (50 #1.) was 
incubated with AM protease (60 pg.) in water (200 
pl.) for 16 hours at 37° C. The resulting solution was 
applied to a column (35 X 1 cm.) of porous cross 
linked dextran gel (Sephadex G-25) and the column 
developed with 0.05 M ammonium acetate at a ?ow 
rate of 8 ml./hr. Fractions of 1 ml. were collected and 
peptidic material was detected in fractions 12-20 and 
38-52. 
The material in fractions 38-52 was biologically inac 

tive and samples were hydrolysed with acid, base or 
leucineaminopeptidase. Analysis of the resulting solu 
tions showed that the original peptide contained 
amino-acids in the following ratios: Glu 1, Leu 1, Lys 1, 
Trp 2, Arg 1. Dansylation showed the presence of ly 
sine at the N-terminus. . 

The material from fractions 12-20 was biologically 
' active, and these fractions were combined and lyophi 
lised to give a white, water soluble, acidic polypeptide 
having the following properties: 

, l. biological activity on a single determination: 30% 
inhibition at a dose equivalent to 0.7 pg/kg. of starting 
material. 
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2. amino acid ratios .on ‘analysis of a hydrolysate: Asp’ 
7, Ser 3, Glu 4, Pro 1, Gly 4, Ala 2, Val 3', Cys 6, Met ‘ 
1, lle 2, Leu 4, Tyr 5, His 2, Lys,l,‘Arg 2. ' . a 1 

3. single spot with mobility of 0.90 relative to phenyl 
alanine on paper chromatography in n-butanol: acetic 
acidzpyridinezwater (3016224220). 

4. a ‘comet’ with front mobility of 1.58 relative ‘to 
e-DNP-lysine on paper electrophoresis inacetic acid/-. 
formic acid at pH 2.1 (20 ml. formic acid, 80 ml. acetic 
acid made up to 1 litre with water). . 

5. single spot with mobility of 0.81 relative to brorno 
phenol blue on acrylamide gel electrophoresis in v0.1 M 
tris-hydrochloric acid buffer atpH 8.9. ‘ . 
Dansylation of the product showed ‘the presence of 
aspartic acid at the N~terminus, and digestion with 
carboxypeptidase A showed the presence of leucine at 
the C-terminus. 
Dansylation of the product did however show the 

presence of a small amount of a peptide having lysine at 
the N-terminus indicating the presence of a small 
amount of peptide formed by cleavage at the second 
lysine residue of the starting material. 1 

EXAMPLE 2 

A solution of 'y-urogastrone (1.8 mg.) in a mixture of 
0.1 M ammonium bicarbonate buffer of pH“ 8.2 (200 
pl.) and 0.1 M ‘calcium chloride solution (20 pl.) was 
incubated with AM protease (100 pg.) in 0.1 M ammo 
nium bicarbonate solution (100 pl.) at 37°C. for 3 
hours. A second portion of AM protease (100 pg.) was 
added and the incubation continued for a further 16 
hours. The resulting solution was applied to a column 
(35 X 1.1 cm.) of porous cross-linked dextran gel (Se 
phadex G-25) and the column developed with 0.05 M 
ammonium acetate at a flow rate of 17 ml./hr. Frac 
tions of 30 drops were collected, and peptidic material 
was detected in fractions 15-24 and 49-65. 
The material in fractions 49-65 was biologically inac 

tive and analysis of hydrolysates showed that the mate 
rial contained amino-acids in the following ratios: Glu 
1, Leu 1, Lys 1, Trp 2. Dansylation showed the pres~ 
ence of lysine at the N-terminus. 
The material from fractions 15-24 was biologically 

active, and these fractions were combined and lyophi 
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lised to give a white, water soluble, acidic polypeptide, ' 
the same as that obtained in Example 1. 

EXAMPLE 3 

A solution of B-urogastrone (1.75 mg.) in 0.025 M 
ammonium bicarbonate (1.0 ml.) was incubated with 
AM protease (30 pg.) in water (100 pl.) at 37° C. for 
3 hours. A second portion of AM protease (20 pg.) was 
then added and the incubation continued for a further 
16 hours. The resulting solution was applied to a col 
umn (100 X 0.9 cm.) of porous polyacrylamide gel 
(Biogel P6: 200-400 mesh) equilibrated with 0.05 M 
ammonium acetate. The column was developed with 
this solution at a ?ow rate of 5 ml./hr. Fractions of 1 ml. 
were taken and the biologically active peptidic material 
was detected in fractions 24-30. These were combined 
and lyophilised to give a white, water soluble, acidic 
polypeptide with the same properties as the product of 
Example 1; showing a biological activity on a single 
determination of 67% inhibition at a dose equivalent to 
0.6 pg./kg. of starting material. 

50 

55 

60 

65 

4,032,633‘ 
6 

EXAMPLE 4 

The whole of the polypeptide obtained in Example 3 
was dissolved in water and urea (100 mg.), 
ethylenediaminetetra-acetic acid (1 mg.), and 1.5 M 
tris-hydrochloric acid buffer of pH 8.6 (100 pl.) were 
added. The solution was diluted to 250p]. with water, 
?ushed with nitrogen containing no oxygen and then 
dithiothreitol (10 mg.) added. The resulting solution 
was keptin the dark for 20 hours and then applied to a 
column (100 X 0.9 cm.) of porous polyacrylamide gel 
(Biogel P6; 200-400 mesh) equilibrated with 0.05 M 
ammonium acetatecontaining 0.0002 M dithiothreitol. 
The column was developed with this solution at a ?ow 
rate of 5 ml./hr. Fractions of 1 ml. were collected and 
the peptidic material was detected in fractions 24-33. 
The material from these fractions was biologically active 
and these fractions were combined and lyophilised to 
give a polypeptide in which the cystine residues had been 
reduced ‘to cysteine residues and which had the following 
properties: 

1. biological activity on a single determination: 59% 
inhibition at a dose equivalent to 0.6 pg./kg. of starting 
material. 

2. amino-acid ratios on analysis of a hydrolysate: Asp 
7, Ser 3, Glu 4, Pro 1, Gly 4, Ala 2, Val 3, Cys 6, Met 
1,I]e 2, Leu 4, Tyr 5, His 2, Lys 1, Arg 2. 

. EXAMPLE 5 

The polypeptide described in Example 1 or a reduc 
tion product thereof in which the original cystine resi 
dues are reduced to cysteine,.is dissolved in pyrogen 
free 5% w/v dextrose solution to give a final concentra 
tion of 40 pg./ml. This solution is dispensed into vials in 
aliquots of 2.5 ml. each through a sterilising membrane 
?ltration system, for example a 0.22 mp ‘Millipore’ 
(‘Millipore’ is a trade mark) ?lter. The contents of each 
vial are then lyophilised and the vials capped and 
sealed under sterile conditions. The vials containing a 
sterile mixture of polypeptide and dextrose are stored 
at 4° C. 

EXAMPLE 6 

To a vial prepared as described in Example 5 is added 
2.5 ml. of sterile water immediately before use to give 
a sterile injectable solution of 40 pg./ml. of polypeptide 
in 5% w/v dextrose solution. 

EXAMPLE 7 

The polypeptide described in Example 1 or a reduc 
tion product thereof in which the original cystine resi 
dues are reduced to cysteine, (10 mg.) is dissolved in 
pyrogen-free water (50 ml), and the solution is filtered 
through a sterilising membrane ?ltration system, for 
example a 0.22 mp. ‘Millipore‘ ?lter (‘Millipore’ is a 
trade mark), into ampoules so that each ampoule re 
ceives 0.5 ml. The contents of each ampoule are then 
lyophilised, and the ampoules sealed under sterile con‘ 
ditions. The ampoules, each containing 100 pg. of 
sterile polypeptide, are kept at —20° C. 

EXAMPLE 8 

The contents of an ampoule, prepared as in Example 
7, are dissolved in sterile, pyrogen-free 5% w/v dex 
trose solution to give a solution containing from 1 to 5 
pg./ml. of polypeptide in 5% w/v dextrose solution. 
This solution is suitable for administration by infusion. 
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If a solution suitable for injection is required, the 

contents of an ampoule are dissolved in sterile, pyro 
genfree 5% w/v dextrose solution to give a solution 
containing 5-50 pg/ml. of polypeptide 

Alternatively, the 5% w/v dextrose solution may be 
replaced by isotonic saline. 
The polypeptide of the invention has been studied by 

the methods used to determine the structure of poly 
peptides, and the following structure has been found: 

H.Asn.SeriAsp.SeriGlu.CyfProlsemSeLHis.Asp.Gly.Tyr gTyLMeLCysNaLGly.Asp.His.Leu.Cysé] I 
lle.Glu.Ala.Leu.Asp.Lys.Tyr.Ala.Cys Tyr.Gly.Val.Val.Cys.Asn;| 

I glle?ly?lu.Arg.Cys.Gln.Tyr H0.Lev.Asp.Arg2 
What we claim is: 
l. The polypeptide of the formula: 

H.Asn.Ser.Asp.Ser.Glu.Cys.Pro.Leu.Ser.His.Asp.Gly.Tyr 
l 

Tyr.Met.Cys.Val.Gly.Asp.l-lis.Leu.Cys 
I; lle.Glu.Ala.Leu.Asp.Lys.Tyi-.Ala.Cys 

HO.Lev.Asp.Arg2 
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or its reduction product in which the cystine residues 

are reduced to cysteine residues. 7‘ 

2. A pharmaceutical composition for parenteral ad 

ministration comprising a polypeptide or reduction 

product as de?ned in claim 1 and a pharmaceutically 

acceptable diluent or carrier. 

3. A composition as claimed in claim 2 ‘which is a 

sterile, injectable solution or suspension containing 

from 0.5 to 500 p.g./ml. of polypeptide or reduction 

product. 

4. A pharmaceutical composition comprising from 

10 to 200 ug. of sterile polypeptide or reduction prod 

uct as de?ned in claim 1 enclosed in a vial or ampoule 

which maintains its sterility._ 

5. A method of inhibiting the secretion of. acidic 

gastric juice in warm blooded animals which comprises 

administering to said animal an effective amount of a 

polypeptide or reduction product as defined in claim 1. 

*y**** 


